Cells serve as basic units of life and represent intricate biological molecular systems. The vast number of cellular molecules with their signaling and regulatory circuitries forms an intertwined network. In this network, each pathway interacts non-linearly with others through different intermediates. Thus, the challenge of manipulating cellular functions for desired outcomes, such as cancer eradication and controlling viral infection lies within the integrative system of regulatory circuitries. By using a closed-loop system control scheme, we can efficiently analyze biological signaling networks and manipulate their behavior through multiple stimulations on a collection of pathways. Specifically, we aimed to maximize the reactivation of Kaposi s Sarcoma-associated Herpesvirus (KSHV) in a Primary Effusion Lymphoma cell line. The advantage of this approach is that it is well-suited to study complex integrated systems; it circumvents the need for detailed information of individual signaling components; and it investigates the network as a whole by utilizing key systemic outputs as indicators.
Introduction
Cellular bio-molecules such as receptors, enzymes, and RNA/DNA, interact and organize into a complex network system with inherent robustness and flexibility. 1 The analysis and understanding of biological processes often lead to vital life science and therapeutic applications, however, it is difficult to predict overall cellular behaviors by scale-up analyses of their components due to the nature of their emerging complexity of interactions. Furthermore, cellular functions are results of non-linear interactions among pathways; therefore, the effects of local molecular interactions often do not translate linearly, damped or amplified, into the global system functions. Cellular processes are dynamic in nature, sometimes stochastic with levels of randomness, and adaptive to their environments. Fundamental issues such as variations in cellular responses, communication between cellular pathways, cell-to-cell interactions, and stochasticity of gene expression are difficult to address in traditional biology experimental studies. 2, 3 Extensive efforts have been spent in exploring the chain reactions of bio-molecules making up the signaling pathways; however, the vast range of molecular machineries and regulatory circuitries forms an intertwined network that has yet to be completely mapped out. 4 Analytical methods such as high-throughput bioinformatics, genomics/proteomics, and systems investigative techniques have made major advances in studying complex biological systems, but they are often labor intensive and time consuming in their data deciphering processes. On the other hand, various analytical and integrative approaches have been developed to study complex systems in the field of engineering and mathematics. For instance, closed-loop system control schemes have been often used in engineering for global system optimization and system performance analysis. [5] [6] [7] [8] In these systems, the optimizer may not have full understandings of the interrelationships of its parts and components but focuses mainly on information retrieved from the system before and after the introduction of stimuli.
Wong et al. have applied the integrative systems control approach to study the cellular response and potential therapeutically application. 9 In many cases, combination drug therapy has been shown to be more effective than single drugs. [10] [11] [12] However, to identify optimal drug combinations in a mixture using a trial-and-error method is challenging due to large number of possible combinations. With a closed-loop feedback control optimization system, they found a mixture of effectors to activate the nuclear factor kappa B (NF B) pathway in 293T cells. Wong et al. was able to use the feedback control platform to find likely optimal combinations in less than 30 test cases out of a possible one million combinations. In this study, we want to explore whether this engineering closed-loop search platform can be extended to a very different biological system. We, therefore, explore the validity of system control scheme to rapidly identify the optimal mixture of six drugs to reactivate Kaposi s Sarcoma-associated Herpesvirus (KSHV) in vitro. KSHV is a recently discovered oncogenic human herpesvirus. 13 It has become the most common AIDS associated cancer and is one of the major contributors to mortality in these patients. 14 KSHV can establish two different kinds of infection: productive lytic replication or quiescent latent infection. Both phases are important for viral transmission and related tumorigenesis. Lytic replication is essential for initiate new infections within an individual or among individuals. Latent infection is critical for the virus to evade immune responses and to establish life-long persistent infection. The virus can reactivate from latent infection and re-enter productive lytic replication phase and to infect other cells. Thus the reactivation process is central in the life cycle of herpesvirus, and is controlled by many cellular signaling pathways. 15 Therefore, it will be interesting to identify the Sarcoma-associated Herpesvirus (KSHV) reactivation. This result can lead to a new front in facilitating the exploration of cellular regulatory network responses from an integrative biological system point of view. most effective drug cocktails to stimulate multiple pathways and achieve the optimal reactivation of this biological system. KSHV latently infects mostly B cells and endothelial cells, in which, the virus exists as a multiple copy circular episomal DNA in the nucleus. 16 Studies have shown that the R transactivator (RTA) is the principle molecular switch and is expressed very early before other genes during lytic replication or reactivation process. 17, 18 The expression of RTA is necessary and sufficient to reactivate KSHV lytic cycle. However the expression and activity of RTA is regulated by a variety of cellular signaling pathways. However the mechanism is not fully understood. Primary Effusion Lymphoma (PEL) is caused by KSHV infection of B cells. The transformed B cells can be isolated from patients and found to contain KSHV in latency. The latency can be disrupted by activation of several cellular pathways which leads to the expression of RTA. Thus, the reactivation of KSHV lytic replication represents an output of cellular signaling network, and provides a model system for us to develop the method. Furthermore, RTA activates KSHV early lytic genes, including virusencoded interleukin 6, polyadenylated nuclear (PAN) RNA, and small viral capsid antigen. 19 Repression of RTA can up-regulate their promoters in transient assays. The activation of RTA causes a 3.7-53-fold increase in the expression of PAN RNA. 21 The up-regulation of PAN promoter is directly linked to the up-regulation of RTA and indicative of KSHV reactivation. [19] [20] [21] [22] In our approach, we treat the cell as an integrated complex system that processes and responds to various cellular inputs. By using a closed-loop feedback control scheme, we aim to enhance particular cellular responses based on quantifiable output information received from the cells. Here we report our search for drug combinations that more effectively reactivate KSHV in B cells.
Materials and methods

Cell culture
We have developed a fluorescent reporter Primary Effusion Lymphoma cell line (BC-3-G) in which the expression of green fluorescent protein (GFP) is controlled by the polyadenylated nuclear (PAN) promoter, a KSHV lytic promoter. [19] [20] [21] [22] RTA (replication and transcription activator) is an immediate early gene product of KSHV that disrupts latency and drives lytic replication. 23 RTA has been shown to activate the expression of PAN RNA of KSHV in a reporter system using destabilized GFP. 15 Cells were incubated at 37 °C with 5% CO 2 . BC-3-G cells were maintained in RPMI 1640 medium supplemented with 10% fetal bovine serum (FBS) and antibiotics (penicillin and streptomycin). Experiments were conducted with a cell concentration of approximately 1 × 10 5 cells/ml.
Plasmid construction
The pPAN-122-d2EGFP construct was generated by replacing the promoter region in the nNFkBd2EGFP vector (Clontech, CA) with PAN promoter region spanning nt −122 to +14 from the pGL3-8b construct. 22 pTW40 containing the puromycin-resistant gene in pcDNA3 vector was generated. The BC-3-G cell line was established by cotransfecting pPAN-122-d2EGFP and pTW40 plasmids into BC-3 cells and selected with 1.5 µg/ml puromycin. 23 
Stochastic search algorithm
The stochastic search algorithm is an essential component of the closed-loop feedback control scheme. However, different kinds of algorithms can be used in the control scheme, each with different search properties. For our studies we used a direct search algorithm called the Gur Game to quickly locate an optimal concentration region for the drugs in combination. 8 The Gur Game has been modified to cover a wide range in the search field and uses one test case per iteration. 9 After the range of concentration has been established for each drug in the combination, a more refined search is conducted using a parallel search algorithm, the differential evolution (DE) algorithm, 24 to find the optimal drug combination candidate for KSHV reactivation.
Gur Game algorithm
Direct search algorithms have been successfully used to solve large-scale optimization problems in the field of Engineering. 25, 26 Gur Game aims for self-optimization and self-organization of distributed systems and has been applied for the optimization of stiffness distribution and duty cycles of an unsteady flapping wing in a micro-air vehicle. 27 It is based on a biased random search technique that aims to reach optimal system performance. Using the analogy of climbing a hill, Gur Game aims to reach the hill s summit while avoiding being trapped in local valleys and peaks. 28 The essence of Gur Game is a biased random walk of multiple finite state automata towards a high system performance, which is defined by a reward function. The key concept in Gur Game is the global figure of merit which measures the performance of the system as a whole. The reward function maps the system state from 0 to 1, with higher system performance corresponding to values closer to 1. At each iteration through the control loop, the reward function is evaluated. Then the drug concentrations are changed probabilistically based on the reward function value. The advantage of Gur Game algorithm is that it does not require a pre-assumed model of the system and is robust to random changes in the system. The reward function can be multi-modal, non-linear, and discontinuous.
Differential Evolution algorithm
Differential Evolution is a population-based, parallel search, stochastic function minimizer that is equipped to solve real-valued test functions. 24 Genetic algorithms are inspired by evolution biology in which inheritance, mutation, recombination, and selection are implemented to evolve the system to its optimum state. In the DE method, a population of solution vectors is successively updated by addition, subtraction, and component swapping, until the population converges to the optimum. This method requires few control variables, is easy to implement, robust, and converges with high accuracy in parallel computation. However, since this is a parallel search algorithm, more than one test case is used for each iteration. A larger number of test cases require more experimental expenditures but provide better accuracy and a better convergence rate.
Experiment implementation
The search algorithms were coded using MatLab (MathWorks, MA). For each test case, drugs were added to BC-3-G cells in 96 wells tissue culture plates (Corning, NY) and incubated for 24 h. GFP fluorescent intensity levels were collected using an inverted microscope (Nikon TE 2000-U, Japan) and the CoolSnap ES, CCC Camera (Photometrics, AZ). The GFP intensity levels were analyzed and fed into the search algorithm to determine a new test case (Gur Game) or set of test cases (Differential Evolution) for the next iteration.
Experiment set-up
To stimulate the reactivation of KSHV in vitro, we picked six drugs, Dexamethasone, sodium butyrate (NaB), Valproate, Ionomycin, 12-O-tetradecanoylphorbol 13-acetate (TPA), and Trichostatin A (TSA) that are able to upregulate the PAN promoter. Each drug was individually shown to stimulate GFP expression in BC-3-G cells (data not shown).
For the initial concentration range search using the Gur Game algorithm in the feedback control scheme, the range of individual concentrations (either in mM, µM or nM) were determined from single drug study that produced favorable GFP expression. The search was conducted with 10 discrete concentrations for each of the six drugs (0, 0.25, 0.5, 0.75, 1, 2.5, 5, 7.5, 10, 20 mM/µM/nM). The Gur Game algorithm was initiated with all drug values at the center of the concentration scale at 1 mM, 1 µM or 1 nM. The units are millimolar (mM) for drugs NaB and Valproate, micromolar (µM) for drugs Dexamethasone, Ionomycin and TSA, and nanomolar (nM) for drug TPA. GFP response from each experimental run were recorded and fed into the Gur Game algorithm that determined if the concentration of each drug was increased or decreased. After the concentration range for each drug is established using the Gur Game-based feedback control scheme we conducted a feedback control experiment using the DE algorithm to find the optimal combination of drugs to reactivate KSHV in vitro.
Results
Gur Game search to determine drug concentration range
Using the Gur Game algorithm in the feedback control scheme, we conducted a total of 28 iterations over a period of two weeks. Each iteration used one experimental test case that has a mixture of six reactivation drugs. The first test case started with all six drugs in the middle of the concentration range (1 mM, 1 µM or 1 nM, depending on the drug). For the following iterations, each drug moved up or down in concentration as defined by the algorithm. Maximum intensities were reached at iteration 7, 12 and 24 ( Fig. 1) . Each mixture that provided the maximum intensity consisted of a different combination of reactivation drugs. Therefore, a total of 18 discrete concentrations were revealed in this study. Out of this group, 72% of them were between 0 and 2.5 concentration units. Therefore, from this experiment, we determined a working concentration range of 0-2.5 (mM, µM or nM, depending on the drug) to be used to find the optimal drug combination for viral reactivation using the DE algorithm.
Differential evolution search to find optimal drug combination
Each generation in the DE-based feedback control scheme consisted of a set of six test cases. The concentration range for each drug in the mixture determined from the Gur Game search was between 0-2.5 mM for NaB and Valproate; 0-2.5 µM for Dexamethasone, Ionomycin and TSA; and 0-2.5 nM for TPA. Each concentration range is assigned 6 discrete concentrations (0, 0.25, 0.5, 0.75, 1, 2.5 mM/µM/nM). In the first iteration of the DE search, drug concentrations in each of the six test cases were picked at random. In the following iterations, the concentrations of each drug in each of the six test cases, moves through discrete concentrations established by the algorithm. DE began to show signs of convergence to a likely combination candidate by generation 16. By 
respectively, for all six test cases. Dexamethasone converged to 0.25 µM in all five test cases except for one that is at 0.5 µM. TPA and TSA, were completely removed from the drug cocktails by generation 20. All drugs except TSA moved within a small range of concentrations by the 10th generation and only Valproate failed to converge to a single discrete concentration. By generation 23, almost all six test cases converged to the same combination of drugs (Fig. 2) . The optimized drug mixture attained from the DE-based feedback control scheme is labeled as the DE-candidate. Fig. 3 shows the GFP fluorescent intensity achieved by the DE-candidate compared to the highest GFP fluorescent intensities achieved by individual drug treatments. For the single treatment of each individual drug; highest GFP intensity were achieved at concentration 2.5 µM for Dexamethasone; 2.5 µM for Valproate; 0.5 mM for NaB; 0.5 µM for Ionomycin; 0.5 nM for TPA; and 2.5 µM for TSA. DE-candidate attained a GFP intensity of 124.5 units of fluorescence compared to 83.5 units of the best performing single drug, NaB. The lowest performing single drug is TPA at 52 units of fluorescence. Furthermore, we compared the GFP fluorescent intensity of the DE-candidate with 10 other random drug combinations of the six reactivation drugs (Fig. 4) . The DE-candidate outperformed all 10 randomly generated drug combinations for the reactivation of KSHV. In Fig. 4 , the DE-candidate achieved a GFP intensity of 89 units of fluorescence and the highest random combination achieved 71 units of fluorescence. The lowest performing random combination has 39 units of fluorescence. 0.25 mM and 0.75 mM; TPA and TSA, converged to zero. Fig. 3 . In the DE candidate, the concentrations of Dexamethasone and Valproate were 0.25 µM and 0.5 mM, which were lower than their concentrations needed for optimal GFP expression in the single drug study, 2.5 µM and 2.5 mM, respectively. In the single drug study, optimal concentration for TPA and TSA were 0.5 nM and 2.5 µM, respectively. These two drugs were completely removed in the DE-candidate. Only NaB and Ionomycin were slightly higher in concentration in the DE-candidate when compared to their optimal single drug concentration. NaB at 0.75 mM and Ionomycin at 0.75 µM were used in the DE-candidate and their optimal concentration as single drugs were 0.5 mM and 0.5 µM, respectively. 
Discussion
The Gur Game algorithm is a direct search algorithm that has high search efficiency based on a greedy criterion that aims to move the system towards better overall performance. We used a modified version of Gur Game that has a high search rate over a large search space. 9 This game has no memory cells and moves rapidly through different automatons. This method is advantageous because it has the ability to move rapidly through the search space with low numbers of iterations. Experimentally, this translates to low number of test cases when performing the feedback control scheme. However, in the experimental set-up studying biological systems, the Gur Game-based feedback control scheme has certain constraints.
First, the highest reward output (GFP intensity) from the system has to be assigned to the maximum value initially, as only then can the reward from each iteration be compared. As a result, the highest GFP intensity has to be estimated from the results of single drug studies. However, due to the non-linear and dynamic responses of cells, this estimation using single drugs may not accurately represent the highest reward that can be reached by the drug combination. In cases where the reward happens to go higher than the arbitrary set number during the experiment; the experiment has to be repeated with the higher reward value set to maximum. Second, the Gur Game algorithm analyzes the responses in all iterations and determines the optimal performing combination from that group. The best mixture is chosen by comparing experimental responses over a predetermined set of iterations. We limited Gur Game to a total of 28 iterations in this study. The Gur Game algorithm can be successfully applied to a stable system that is consistent with its responses without large variation between each iteration. However, in biological systems, cellular responses are affected by various external and internal factors. The health of the cells, their stages in their life cycle, their sensitivity to their environment all affect their overall responses to drugs. In this study, we found that cell batch-to-batch variability is severe. Certain batches of cells express GFP in higher or lower levels than others in the same condition with the same amount of stimulation and drug treatment. This variability was easily visible during the course of the experiment. This type of variability in the system poses a challenge whenever the system response needs to be compared between different iterations.
Due to these reasons, we employed the Gur Game-based feedback scheme to initially locate the range of concentrations that the optimal drug mixture might reside. The rapid search was able to give us a workable range of concentrations that we used for a more precise search using a parallel search algorithm that is more accurate but also experimentally more expensive to perform. During the Gur Game experiments, maximum intensities were reached at three separate iterations. Each iteration test case consisted of a different concentration of reactivation drug in which 72% of them were between 0 and 2.5 units in concentration. Therefore, we determined a working concentration range (0-2.5 mM/µM/nM) of drug concentrations and reduced the amount of searching that the DE algorithm has to go through to find the optimal combination of drugs.
were in discrete concentrations of 0, 0.25, 0.5, 0.75, 1 and 2.5 mM/µM/nM. For the DEcandidate, the concentrations for Dexamethasone and Valproate were four concentration levels lower than the concentration needed for each drug to reactivation KSHV in the individual drug study. TPA and TSA were completely removed in the drug mixture. NaB and Ionomycin were one concentration level higher than in the individual study.
In the DE-based feedback control search study, a set of six test cases were ran in parallel for each iteration of the DE search algorithm. GFP intensities from each test case were fed back into the DE algorithm to generate new sets of six test cases. When an optimal test case is reached with the highest performance of the group, all the other test cases in the set begin to converge to it unless a better performing test case emerges in the set. Therefore, by using this algorithm, an optimal combination is reached when all six test cases reach the same mixture of drugs. No arbitrary maximum has to be set for DE and the system under study is allowed to move higher in response without limitation of the algorithm. Another important feature of the DE algorithm in this study is that as a parallel search algorithm, DE compares the response of six test cases within each iteration, unlike Gur Game which compares responses between iterations. In a biological/cellular system that has intrinsic variability, this feature is highly advantageous as it removes the error that arises from cell batch-to-batch variability by only comparing values within the same batch of cells.
Using the differential evolution algorithm in the feedback control platform, a total of 23 iterations were performed before reaching a likely combination candidate (DE-candidate). The GFP intensity achieved by the DE candidate significantly outperforms single drug treatments by up to a factor of 2.39 in the case of DE candidate vs. drug TPA and no less than a factor of 1.49 in the case of DE candidate vs. drug NaB (where TPA is the weaker performing drug and NaB is the strongest performing drug in the single drugs study).
Individually, all six drugs have the ability to reactivate KSHV in vitro and produce a quantifiable GFP signal. However, in the DE candidate, two of the reactivation drugs (TPA and TSA) were completely removed from the combination. Furthermore, the concentrations of two drugs (Dexamethasone and Valproate) in the DE candidate were less than the optimal reactivation concentrations of these drugs in single drug studies. Dexamethasone was four discrete concentration levels lower in the drug mixture (2.5 µM down to 0.25 µM) and Valproate was three levels lower (2.5 µM down to 0.5 µM). The concentrations of the remaining two drugs, NaB (0.75 mM) and Ionomycin, (0.75 µM) were one level higher than their optimal concentration in single drug studies (0.50 mM for NaB and 0.50 µM for Ionomycin). This result demonstrates the advantages of drug combination therapies in that in a synergistic drug mixture, concentrations of certain drugs may be lower to achieve a similar or better outcome. To verify that the DE candidate is not simply a random combination of six drugs but a product of a directed search through the sample space of possible combinations, 10 random combinations were tested against the DE candidate. The results showed that DE candidate consistently outperformed the randomly selected combination of drugs by up to a factor of 2.30 (DE-candidate compared to R2) (Fig. 5) and no less than a factor of 1.25 (DE-candidate compared to R7).
The approach of using a feedback control scheme to search for combinatory drugs to determine specific biological/cellular outcomes offers various advantages: first, it takes a holistic methodology to the study of behaviors and responses of biological cells. The knowledge revealed by this technique may lead to a better understanding of the dynamics of this integrative biological system. Second, we are able to optimize and manipulate the biological system with few key pieces of information without complete mapping of the molecular and signaling interconnections driving cellular networks. Third, this is a generic approach that can be applied to find optimal drug mixture to tackle biological systems that have important and pertinent therapeutic consequences. However, it should be mentioned that even though stochastic search algorithms such as DE offer robustness and high success rates during convergence, there is a possibility that local maxima are reached during the search. The likeliness of reaching local maxima depends on the overall profile of the cellular response and is highly system specific. In cases where local maxima are reached, further iterative searches have to be conducted to move towards the global maxima.
Conclusion
Therapeutic compounds act in such a way that their activity is commonly exerted among several pathways which drives broad cyto-regulatory control. Drug-induced multi-pathway impact towards a unified outcome (e.g. skin cancer targeting, inflammatory suppression, etc.) has been shown to produce amplified efficacy in comparison to single pathway targeting with multiple drugs. As such, an integrative, system control-mediated combinatorial approach coupled with the multi-pathway impact of each drug can collectively result in a broadly efficacious treatment strategy. For example, Dexamethasone, which served as one of the system control drug compounds in this study has been shown to regulate NF B and AP-1 in rat liver macrophages. 29 Additional foundations for Dexamethasone-induced activity in a wide variety of other tissues were demonstrated by its induction of a Ras superfamily gene Dexras1, the first Ras superfamily gene to be induced in response to steroids. 30 TPA, another therapeutic employed in this study has been shown to induce PTEN expression in the context of decreasing carcinoma latency in skin tumor progression. 31 Furthermore, TPA administration has also been shown to activate protein kinase C (PKC) which in turn resulted in negative regulation of Akt activity in studies involving insulin-like growth factor (IGF-1) protection against UV-induced apoptosis in mouse keratinocytes. 32 Therefore, it is clear that drug activity influences a collection of pathways and cellular signaling elements. Strategies to coordinate drug efficacy in an integrative fashion through the use of algorithm-defined concentrations for optimal dosing are thus potentially powerful solutions towards cellular control.
The challenge is that a small number of drugs, say six in this study, with 10 potential dosages result in one million potential choices. We illustrate that the effective search scheme allowed us to find the optimized combinatorial drugs from a large number of possibilities within a manageable number of tests. Specifically, we were able to use the closed loop feedback control scheme incorporating the Gur Game and Differential Evolution to direct the KSHV reactivation model towards higher reactivation levels using combinatorial drugs. Our results showed that within tens of iterations, we were able to reach an optimal state of the system under the given six drug stimulations that performed better than any single drug stimulation. Furthermore, the optimized drug mixture was able to perform significantly better than the highest reactivation individual drug and other randomly generated drug mixtures. The optimized drug mixture were able outperform the single drug treatments and random mixtures by up to a factor of 2.4 times better. Furthermore, not only does the optimized drug mixture perform better than their single drug counterparts, the concentrations of four out of six drugs were lower in the drug mixture.
This approach has quantitative method of controlling cellular outcomes by multi-parametric stimulation from a systemic approach vs. individualized pathway manipulation. This platform strategy thus opens up doors to dissect cyto-regulatory pathway activity and cross-pathway correlation which will serve as a powerful tool towards enhanced cellular and molecular insight. Quantitative interactions at the genetic level in yeast chromosomal biology have provided important information that cannot be easily derived from protein-protein interaction studies. 33 These large-scale gene interaction studies known as epistatic miniarray profiles (E-MAPs) provide comprehensive mapping of pathway organization and multi-component analysis of how signaling processes are interconnected. The application of E-MAP has been shown to reveal functional relationships and interactions between genes and proteins. 33, 34 Furthermore, the complexity of the machinery that drives cellular genotypic and phenotypic outcomes drives the need for continued extensive efforts towards illuminating all of the interactive relationships between cellular components. To date, the mechanism from KSHV latency-to-lytic cycle is not completely understood. However, various signaling pathways that regulate the reactivation process in KSHV have been identified through a genome-wide cDNA library screen with 26 000 full-length cDNA expression constructs. 15 The next step, we will start to apply cDNA library screen technique to study KSHV reactivation under optimal combinatory drug, such that signaling pathway intricacies and network interconnectivity in KSHV reactivation can be effectively revealed and identified. By using analysis tools such as cDNA library screen and E-MAPs, we may be able to reveal pathway interactions and relationships resulting in higher reactivation levels. Furthermore, the use of the closed loop feedback control scheme is broadly applicable to different systems and this technique can be applied to further the understanding of nonlinear interactions in different kinds of biological and therapeutic systems.
Our study was carried out in vitro. The method will be applied to measurement in vivo in the near future. As KSHV reactivation can be measured in vivo using PET scanning, it is thus possible to use this approach to optimize the reactivation directly in vivo and generate clinical benefit. 35 
